A microsatellite dinucleotide-enriched library was obtained from the European squid (Loligo vulgaris) and five species-specific dinucleotide markers were optimized. These markers are highly polymorphic with average expected heterozygosity ranging from 0.706 to 0.927 and allele number ranging from 7 to 17. This set of primers is suitable for population genetic studies.
Polymorphic microsatellites are useful genetic markers for indirect monitoring of demographic features of marine fishery resources (Carvalho & Hauser 1998) . Up to date, species-specific suites of polymorphic loci were developed for three commercially important Loliginidae: the squid Loligo forbesi (Shaw 1997; Emery et al. 2000) , the Californian squid L. opalescens (Reichow & Smith 1999) , and the Patagonian squid L. gahi (Shaw & Adcock 2002) . Genetic structure analyses carried out on the stocks of these species using microsatellite markers gave pertinent scientific grounds for the fishery management of squid stocks (Shaw et al. 1999; Reichow & Smith 2001) . Seven out of the 15 microsatellite loci developed for L. forbesi cross-amplified also in the European squid L. vulgaris (Shaw 1997; Emery et al. 2000) . However, allele polymorphism of three loci greatly decreased in the latter species (Emery et al. 2000) .
In the Mediterranean Sea, the European squid is one of the most bio-economically important demersal resource and it is exploited mainly by Spanish and Italian trawlers (Relini et al. 1999) . Within the FAO AdriaMed framework (AdriaMed 2000), a genetic research programme was financed to develop microsatellite markers and to investigate population genetic structure in the Adriatic Sea shared stocks of about 15 species considered of high priority for the regional fishery (cephalopods, crustaceans, fish). Here, we reported a suite of five species-specific dinucleotide polymorphic microsatellites for the European squid.
A microsatellite dinucleotide-enriched library was obtained using the FIASCO protocol (Zane et al. 2002) . Total genomic DNA from a single individual was extracted from 25 -50 mg of dried muscle tissue according to a saline procedure (Miller et al. 1988) . After extraction, genomic DNA was simultaneously digested with MseI and ligated to MseI-adaptor (5′-TACTCAGGACTCAT-3′/5′-GAC-GATGAGTCCTGAG-3′). Restricted and ligated fragments were amplified with MseI adaptor-specific primers and hybridized with a biotinylated (AC) 17 probe for 15 min at room temperature. DNA molecules hybridized with the biotinylated probes were selectively captured by streptavidincoated beads (Roche) and separated by a magnetic field. DNA was eluted from the bead-probes with TE 1 × buffer at 95 °C for 5 min, precipitated with sodium acetate and ethanol, re-amplified with MseI adaptor-specific primers and cloned using the TOPO-TA cloning kit (Invitrogen) following the manufacturer's protocol. Recombinant clones were sequenced using the ABIPrism BigDye™ Terminator Cycle Sequencing kit (Applied Biosystems) and resolved on an ABI310 Genetic Analyser (Applied Biosystems).
Thirty-three clones containing potential dinucleotide microsatellite loci with 10 repeats or more were isolated. Polymerase chain reaction (PCR) primer pairs for 10 loci that contained suitable flanking sequences were designed using Primer 3 software (Rozen & Skaletsky 1998 concentrations. Five loci reliably amplified a single locus and were tested for allelic polymorphism on 52 European squids collected during scientific trawl surveys in the Adriatic Sea. The PCR reactions (20 µL total volume) included 50 ng of genomic DNA, 1.5 -2.5 mm MgCl 2 (Table 1) , 0.5 µm of each primer, 200 µm dNTPs, 10 mm Tris-HCl (pH 9), 50 mm KCl, 0.1% Triton X-100 and 1 U of Taq polymerase (Promega). Amplifications were performed on a GeneAMP PCR System 9700 (Applied Biosystems) as follows: an initial denaturation at 94 °C for 3 min, 35 cycles at 94 °C for 30 s, annealing temperature for 30 s (Table 1) , 72 °C for 30 s, and a final holding at 72 °C for 7 min.
Genotyping of individuals was performed by allele sizing on an ABI310 automated Genetic Analyser (Applied Biosystems), using commercially prepared forward primers labelled with 6-FAM, HEX or TAMRA (MWG Biotech) and the ROX 400 (Applied Biosystems) as internal standard. The average expected heterozygosity ranged from 0.706 to 0.927 (mean 0.825) and allele numbers were from seven to 17 (mean 12.4) ( Table 1) . Using the tests implemented in GenePop 3.3 (Raymond & Rousset 1995) , we found no significant deviation from the Hardy-Weinberg equilibrium or linkage disequilibrium among loci. These species-specific microsatellite loci appear to be highly polymorphic markers that, together with those already developed and tested for amplification in L. vulgaris (Emery et al. 2000) , are useful genetic markers to assess population structure in the European squid stocks.
